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Transwell 

upper compartment 
lower compartment 



Permable, 
microporous 
membrane 



target cells 



Fig. 4A 



E. coli colony expressing 
a peptide that inhibits 

the growth of the 
target microroganism 




rE. coli colonies secreting 
random peptides on the 
surface of the plate 



inhibition zone: The growth of the target 
microganism is inhibited because of the 
presence of the diffusable, cytotoxic/cytostatic 
peptide secreted by the E. coli colony on the 
surface of the plate 



turbid agar media 
containing the growing 
target microorganism 



Fig. 4B 
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Construct a peptide library using the M13/COS phagemid vectors 

I 

Use the library in M13 peptide "display mode to isolate peptides that bind to capillary 

endothelial cells 



1 



Incubate the peptides that bind to endothelial ceiis with fibroblasts. Coliect peptides ihaf 

can not bind to fibroblast cells 

i 

Titrate, pool and ampilify the isolated peptides 

1 

Express the pools in COS cells ("secretion mode") using Transwells 




Identify pools that inhibit 
endothelial cell proliferation 



Test conditioned media of the pools 
for inhibition of endothelial cell migration 
using Boyden chamber 



Identify active pools, divide into smaller pools repeat experiment isolate active peptides 

l 

Secondary screens 

l 

Repeat primary and secondary screens using synthethic peptides 
Test anti-angiogenic activity of the synthetic peptides in vivo 



Fig. 5 
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Characterization of the peptide display vectors 



Plasmids: 


c.f.u.: 


p.f.U.: 


c.f.u./p.f.u. 


pAM6 


2.8xl0 12 /ml 


l^xlO^/ml 


-15 


pAM7 


2xl0 12 /ml 


l.SxlO^/ml 


-13 


pAM8 


10 12 /ml 


2.2xl0 1 '/ml 


-5 


pLITMUS 


2xl0 12 /ml 


8.4xl0 11 /ml 


-2 



Fig.11 
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Fig. 12 
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